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Description 


BACKGROUND OF THE INVENTION ■ . 

5 [0001] The present invention relates to peptides binding to bone marrow stromal cell antigen-1 (referred to as "BST- 
1 " hereinafter) and peptides that bind to the antigen BST-1 and inhibit ADP-ribosyl cyclase activity of the antigen. The 
peptides may be used for treating rheumatoid arthritis (sometimes referred to as "RA" hereinafter), multiple myeloma 
(sometimes referred to as "MM" hereinafter) and the like. 

[0002] Bone marrow stromal cell lines derived from RA patients were reported to have increased proliferation-enhanc- 
10 ing activity on DW34 which is mouse stromal cell-dependent pre-B cell, when compared with those from normal volun- 
teer (J. Immunol., I49, 4088-4095, I992). It was also reported that bone marrow stromal cell lines from RA and MM 
patients showed increased proliferation-enhancing activity on pre-B cells, and a novel bone marrow stromal cell anti- 
gen-1 was successfully isolated based on the assumption that the bone marrow stromal cells from RA and MM patients 
must contain some proliferation-accelerator (Proc. Natl. Acad. Sci. USA, 91 , 5325-5329, 1994). 
15 [0003] BST-1 is a glycosyl-phosphatidylinositol (G PI) -anchored membrane protein carrying a hydrophobic signal pep- 
tide at the C-terminus. BST-1 is considered to function as a signal transmitter (receptor) since intracellular proteins are 
phosphorylated or dephosphorylated when BST-1 is stimulated by crosslinWng with its polyclonal antibodies (Biochem. 
Biophys. Res. Commun., 228, 838-845, 1996). BST-1 shows 30% homology with human lymphocyte antigen CD38 on 
the amino acid level, and it is known that BST-1 has cyclic ADP-ribose hydrolase activity as well as ADP-ribosyl cyclase 
20 activity like CD38 (FEBS letters, 356, 244, 1994). As is well known, the term H ADP M is an abbreviation for adenosine 5- 
diphosphate, and the cyclic ADP-ribose is referred to as cADP-ribose hereinafter. 

[0004] ADP-ribosyl cyclase activity is an enzymatic action which converts nicotinamide adenine dinucleotide (NAD) 
to cADP-ribose, and the latter is being watched with interest as a second messenger for releasing Ca 2+ from intracel- 
lular Ca 2+ stores with a mechanism different from inositol 1.4,5-triphosphate (IP3) (Science, 253, 1143-1146. 1993). 
25 Through cADP-ribose hydrolase activity, c ADP-ribose is hydrolized to ADP-ribose. 

[0005] BST-1 and CD38 have their catalytic regions on the extracellular side and. therefore, it would be an interesting 
theme to investigate how their extracellular enzymatic activities can perform the Ca 2+ release from intracellular Ca 2+ 
stores, considering that the cADP-ribose can hardly cross the plasma membrane. 

[0006] It has been shown that arthrosis crevicular fluid of RA patients contains a significantly high concentration of 
30 soluble BST-1 as compared with that of normal volunteers (Arthritis. Rheum., 39, 629-637, 1996), and it is suggested 
there may be some relation between ADP-ribosyl cyclase activity of the soluble BST-1 and pathogenesis of rheumatoid 
arthritis. However, unavailability of an inhibitor specif ically inhibiting ADP-ribosly cyclase activity has hindered research- 
ers from investigating this subject 

35 SUMMARY QF THE; INVENTION 

[0007] As stated above, the precise relationship between BST-1 isolated from stromal cells of RA or MM patients and 
the pathogenesis has not been established yet. In particular, the relationship between ADP-ribosyl cyclase activity of 
BST-1 and the pathogenesis has not been clarified yet. In this situation, the inventors of the present invention consid- 
40 ered that the use of an agent inhibiting such ADP-ribosyl cyclase activity would be effective for elucidating the relation- 
ship. Accordingly, novel peptides binding to BST-1 and, additionally, novel peptides binding to BST-1 and yet inhibiting 
the ADP-ribosyl cyclase activity thereof were identified. The present invention is based on these findings and data. 
[0008] Thus, the invention provides peptides binding to BST-1 , in particular, peptides binding to BST-1 and yet inhib- 
iting ADP-ribosyl cyclase activity of BST-1 . 

45 

DETAILED DESCRIPTION OF THE INVENTION. 

[0009] For the purpose of identifying an agent that binds to BST-1 , human BST-1 was expressed in insect cells and 
highly purified BST-1 was obtained in a large amount. Using purified BST-1 , the inventors have selected from a phage 
so display peptide library (Jikken Igaku (Experimental Medicine), 11, No. 13, August. 95-100, 1993) two peptides consist- 
ing of 15 amino acid residues that bind to BST-1. One of them was identified to inhibit ADP-ribosyl cyclase activity. 
Details of the procedures are discussed below. 

[0010] Human BST-1 may be prepared by. for example, recombinant DNA technology. Host cells for the expression 
may be selected from E. coli, yeast, insect, and animal cells. When insect cells are used, a cDNA encoding human BST- 
55 1 (Kaisho T et al, Proc. Natl. Acad. Sci. USA. 91. 5325-5329, 1994) is conventionally inserted downstream of a pro- 
moter which functions in insect cells, for instance, of the polyhedrine promoter (King and Possee, The baculovirus 
expression system, Chapman & Hall, 1992). The purification of expressed products may be accomplished by salting 
out. by ion-chromatography, centrifugation, and the like. 
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[001 1 ] For obtaining peptides that bind to human BST-1 . the peptide library method as descrfced below may be con- 
veniently used. 

[001 2] A random peptide phage library may be constructed by binding synthetic genes having random sequences to. 
for instance, coat protein genes (e.g. gene III or IIIV) of phage M13 . For this purpose, the method described in Science, 

5 249, 386, I990, or Proc. Natl. Acad. Sci.. USA, 87, 6378, I990, may be used. The size of the synthetic gene to be 
inserted is not limitative as long as the expressed peptide is stable. However, the a gene of preferred size will be one 
encoding from six (6) to fifteen (15) amino acid residues so that the resulting library may cover as many random 
sequences as possible and can bind to the target molecule, BST-1. The Selection of phage capable of binding to BST- 
1 is accomplished by immobilizing purified BST-1 on a column or plate, directly or via a linker, such as antibodies, con- 

io tacting the library with the immobilized BST-1 , and then washing out unbound phage . After washing, bound phage are 
eluted with acids, neutralized, and amplified by infecting E. coli cells. This procedure is repeated for three or four rounds 
to concentrate phage having affinity to BST-1. In order to obtain a single uniform phage E. coli cells are infected with 
concentrated phages and single colonies are allowed to form on agar plates containing antibiotics. The colony is then 
cultured in a liquid medium, and the phage in the supernatant is concentrated by precipitation with polyethylene glycol. 

is Sequencing of the phage DNA reveals the amino acid sequence of the peptide bound to BST-1. 

[001 3] The peptide library containing random amino acid sequences may also be prepared by chemical synthesis by 
means such as method employing beads (Nature, 354. 82, 1991), liquid phase focusing (Nature, 354, 84. 1991) and the 
micro plate method. 

[001 4] A large-scale production of the desired peptide may be carried out by chemical synthesis or recombinant DNA 
20 technology using E. coli, yeast, insect, or animal cells as a host. Conventional peptide synthesis may be used for the 
former, while solid phase synthesis is preferred. In this method, the preparation of variant peptides in which one or more 
amino acid residues are altered may be readily accomplished (Saibo Kogaku (cell technology), extra number, Experi- 
mental protocol for anti-peptide antibody, p26-46, Shu-jun sha, 1 994). As for the latter, it is an established technique that 
the DNA sequence is determined according to the amino acid sequence of the peptide bound to BST-1 on the basis of 
25 codon usage, and a DNA prepared according to the DNA sequence determined is incorporated into a host cell (Mani- 
atis et al; Molecular Cloning, Appendix Dl , Cold Spring Habor Laboratory. 1989). Amino acid residue(s) in the sequence 
can be substituted with other amino acid residue(s) by incorporation of mutations into the DNA sequence. 
[0015] When the peptide is expressed in E. coli cells, it is preferred that the resulting DNA is linked to a promoter 
sequence, such as the tryptophan synthetase operon (Trp) promoter or the lactose operon 0ac) promoter, a ribosome- 
30 binding sequence, such as the Shine-Dalgarno sequence, and a transcription terminator recognition site, is added 
thereto.: The resulting expression vector may be incorporated into E. coli cells according to the methods deiscribed in 
the aforementioned Molecular Cloning Manual. Expressed products maybe purified by, for example, various kinds of 
chromatography. 

[001 6] The fact that the peptide thus obtained inhibits the ADP-ribosyl cyclase activity of BST-1 may be identified by 
35 comparing the ADP-ribosyl cyclase activity when measured in the absence of the peptide with the activity in the pres- 
ence of the peptide. As previously mentioned, NAD is converted to cADP-ribose by ADP-ribosyl cyclase activity of BST- 
1, and therefore, the activity may be measured by reacting NAD with BST-1 and then quantitatively determining NAD 
and cADP-ribose after separation of them by anion-exchange chromatography (FEBS letters. 356. 244. I994). Alterna- 
tively, nicotinamide guanine dinucleotide (NGD) may be used as a substrate instead of NAD. which is converted to 
40 cyclic guanosine-5'-diphosphate-ribose (cGDP-ribose) that can be fluorimetrically measured with an excitation wave- 
length of 300 nm and an emission wavelength of 410 nm, whereby the velocity of the formation of cGDP-ribose reflects 
ADP-ribosyl cyclase activity (J. Biol. Chem.. 48. 30260. 1994). 

[001 7] The present invention has enabled those skilled in the art to obtain peptides that bind to BST-1 . and additional 
peptides that bind to BST-1 and yet specifically inhibit ADP-ribosyl cyclase activity thereof. The peptides may be used 

45 for treating rheumatoid arthritis and multiple myeloma. In addition, the peptides may be immobilized on a carrier and 
used as a component of a medical extraperfusion apparatus for removing BST-1 from body fluid. 
[001 8] In more detail, the first object of the present invention is to provide peptides capable of binding to BST-1 . which 
comprise amino acid sequence (1) as depicted in SEQ ID NO: 1 or an amino acid sequence (2) obtained by making 
deletion, substitution, or insertion of one or more amino acid residues in amino acid sequence (1). As preferred embod- 

50 iments there are provided peptides having the amino acid sequence (2) which contains deletions, substitutions, or 
insertions of (an) amino acid residue(s) at the position of 1, 3, 6. 13, and/or 14 of the amino acid sequence of SEQ ID 
NO:1. 

[0019] The second object of the invention is to provide peptides capable of binding to BST-1, which comprise an 
amino acid sequence (3) depicted in SEQ ID NO : 2 or an amino acid sequence (4) obtained by making deletion, sub- 
55 stitution, or insertion of one or more amino acid residues in amino acid sequence (3). 

[0020] The third object of the invention is to provide peptides which bind to BST-1 and yet specifically inhibit ADP- 
ribosyl cyclase activity thereof. 

[0021] The fourth object of the invention is to provide peptides which bind to BST-1 and yet specifically inhibit cADP- 
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ribose hydrolase activity thereof. 

[0022] The fifth embodiment of the invention is to provide a pharmaceutical formulation comprising as an= essential 
component at least one of the peptides defined in the preceding objects. 

[0023] The sixth object of the invention is to provide a diagnostic agent for detecting BST-1 , which comprises as an 
essential component at least one of the peptides defined in the preceding objects. 

[0024] The seventh object of the invention is to provide an adsorbing agent comprising at least one of the peptides 
defined in the preceding objects, said peptide(s) being immobilized on a carrier, 

[0025] The eighth object of the invention is to provide a method for the purification of BST-1 using the adsorbing agent 
defined above. 

[0026] The ninth object of the invention is to provide a medical extraperf usion apparatus which contains as one of the 
components at least one of the peptides defined in the preceding objects, said peptides being capable of inhibiting an 
enzymatic activities of BST-1 . 

[0027] The tenth object of the invention is to provide a method of screening a substance capable of interacting with 
BST-1 , which employs at least one of the peptides defined in the preceding objects. 

[0028] The eleventh object of the invention is to provide a method of making a pharmaceutical formulation comprising 
the above-mentioned method for screening for a substance capable of interacting with BST-1 and admixing the sub- 
stance identified or a homologue or derivative thereof with a pharmaceutical^ acceptable carrier. In this context it is to 
be noted that the screening method referred to will often provide a so-called lead substance that is not directly used as 
a pharmaceutical^ active substance but rather used as a basis for making derivatives that have improved properties as 
regards their pharmaceutical activity or that is used as the basis for producing homologues that have improved phar- 
maceutical tolerability or activity or less side reactions. The person skilled in the art working in this field is aware of con- 
ventional methods for making such homologues or derivatives once it has identified the substance capable of 
interacting with BST-1 according to the present invention. 

[0029] Other objects of the present invention will be apparent to those skilled in the art from the disclosure of the spec- 
if ication and the drawings. 

BRIEF DESCRIPTION OF THE DRAWINGS 

[0030] In the accompanying drawings: 

Fj&J. represents the ADP-ribosyl cyclase activity of purified BST-1 when measured using NGD as a substrate. The 
ordinate represents fluorescence intensity and the abscissa represents time course. Purified BST-1 (5 jig/ml) was 
mixed with 100 uM NGD, allowed to react for 20 minutes at 25 °C, and the fluorescence intensity was measured 
with an excitation wavelength of 300nm and an emission wavelength of 410nm. When only the substrate (100 u.M 
NGD) was allowed to react, fluorescence did not increase due to no formation of cGDP-ribose. However, when 
BST-1 was added to the substrate, fluorescence was linearly increased, which confirmed the enzymatic activity of 
BST-1. 

HgJ* shows an ELISA analysis of phage obtained by screening of a phage display peptide library with BST-1 . The 
ordinate represents absorbance at 450nm and the abscissa represents the phage's names: SN-1 is a phage 
expressing the peptide defined by SEQ ID NO: 1 ; SN-1 6 is a phage expressing the peptide defined by SEQ ID NO 
: 2; Control is a negative control phage having unrelated sequences. SN-1 and SN-16 reacted with the well on which 
BST-1 was immobilized via antibody BEC 7 (Okuyama Y. et al; Biochem. Biophys. Commun. 228, 838-845, 1996), 
while they did not react with the well on which only BEC 7, BST-1 , or bovine serum albumin (BSA) was immobilized. 
This confirmed that they specifically bind to BST-1 . 

ESL 3 shows an inhibition of ADP-ribosyl cyclase activity of BST-1 by synthetic peptide SNP-1 . The abscissa is the 
time course and the ordinate is fluorescence intensity. Purified BST-1 (4 jig/ml) was mixed with NGD (300 jiM), and 
the mixture was allowed to react at 25°C for 300 seconds, and then the synthetic peptide SNP-1 was added thereto 
at a concentration of 20 jiM. Upon addition of the peptide, the increase of fluorescence intensity was stopped, 
which meant complete inhibition of ADP-ribosyl cyclase activity by the peptide. On the other hand, the addition of 
a negative control peptide at the concentration of 20 jiM did not provide any influence on the increase of fluores- 
cence intensity. The inset shows a complete disappearance of ADP-ribosyl cyclase activity by the addition of a 
reducing agent DTT at the concentration of 10mM. 

Ei£L4 shows that the synthetic peptide SNP-1 did not inhibit the ADP-ribosyl cyclase activity of CD38. The abscissa 
is the time course and the ordinate is fluorescence intensity. Purified CD38 (200ng/ml) was mixed with NGD (2 jaM), 
and allowed to react at 25°C for 300 seconds. Addition of the synthetic peptide SNP-1 at the concentration of 20 
*iM did not provide any influence on the increase of fluorescence intensity. Thus, SNP-1 did not inhibit the activity 
ofCD38. 

E^S. shows binding of BST-1 to variants of SNP-1. The abscissa shows variants of SNP-1, wherein one of the 


EP 0 953 572 A2 


amino acid residues of SNP-1 is replaced by Ala, and the ordinate shows a magnitude of binding (RU) when meas- 
ured in Biacore system. The variants #1 , #3, #6. #13, and #14 retained binding ability, while the other variants lost 
the binding ability. The control peptide was the one prepared in Example 2. 

Fig^g shows the binding of BST-1 with SNP-1 which was modified with biotin at the N- or C-terminus. The graphs 
5 show a Scatchard plot of prototype (original) SNP-1 (a), b SNP-1 (b) which has biotin bound at the N-tenminus, and 

SNPb-1 (c) which has biotin bound at the C-terminus. The slope of the linear lines determined the dissociation con- 
stants of SNP-1. bSNP-1, and SNPb-1 as 510nM, 530nM, and 810nM, respectively. Absence of remarkable differ- 
ences among them in terms of their dissociation constants shows that a modification of the N- or C-terminus with 
biotin did not result in a loss of the binding ability of SNP-1. In the drawing, Req means equilibrium binding value 
10 expressed by resonance unit (RU), and Req/C represents the value obtained by dividing the equilibrium binding 
value with the peptide concentration. 

Fig. 7 shows the inhibition of cADP-ribose hydrolase activity of BST-1 by SNP-1 . cADP-ribose hydrolase activity of 
BST-1 converts cADP-ribose to ADP-ribose. After the reaction of BST-1 and cADP-rfoose, two riboses were sepa- 
rated by HPLC. and the formation of ADP-ribose was determined based on the peak area. The total peak area of 

75 cADP-ribose and ADP-ribose corresponded to 100%. SNP-1 inhibited the formation of ADP-ribose dose-depend- 
entJy, while a control peptide did not give any influence on the formation of ADP-ribose at the concentration of 20 
HM. "Background" in the figure represents the results of the reaction involving only the substrate. cADP-ribose, and 
reflects spontaneous hydrolysis. "Peptide free" means the enzymatic reaction carried out without the peptide. 
FigJJ is an electrophoretic photograph which shows the results of purification of BST-1 using SNPb-1 affinity chro- 

20 matography. Eluted fractions, each 20*il, were analyzed with SDS-PAGE (7.5%), and BST-1 was detected by 
means of silver staining. Various proteins were detected in non-purified culture supernatant, while the fractions 
eluted by SNPb-1 affinity chromatography contained almost complete-ly purified BST-1. 

[0031 ] The following detailed Examples and Reference Examples are presented by way of illustration of certain spe- 
25 crfic embodiments of the invention. The Examples are representative only and should not be construed as limiting the 
scope of the invention in any respect. 

Referen ce Example 1 ; Expression and purification of BST-1 

30 [0032] As previously mentioned, BST-1 is a GPI-anchored membrane protein (Proc. Natl. Acad. Sci. USA. 91 , 5325. 
I994): In order to produce a large amount of soluble BST-1 using insect cells, BST-1 cDNA in which the 298th codon 
(ACA) present just before the hydrophobic domain at the C-terminus has been substituted by the termination codon 
(TGA) was conventionally inserted at the Smal, Xbal site of an expression plasmid for insect cells. pVL1393 (PharMin- 
gen). In accordance with the conventional manner (King and Possee; The baculovirus expression system, Chapman & 

35 Hall. 1992), insect cells Sf9 (Funakoshi) were transfected with the resulting plasmid to obtain the recombinant virus. 
Insect cells (High five (Invitrogen)) were infected with the virus and the cells were conventionally cultured at 27°C for 
three days accordance with the conventional manner (King and Possee; The baculovirus expression system. Chapman 
& Hall, 1992). Soluble BST-1 secreted into the culture medium was identified by western blotting. The infected insect 
cells were cultured in a large scale, and BST-1 was purif ied up to 95% or more by cation-exchange chromatography and 

40 dye ligand Blue chromatography. The purified protein was confirmed to have ADP-ribosyl cyclase activity by means of 
the NGD method mentioned above, see Fig. 1 of the accompanying drawings. 

Reference Example 2: Selection of phages binding to BST-1 

45 [0033] A phage library having random sequences consisting of 15 amino acid residues was prepared using th 
method described in Biochemistry, 35, 10441. 1996. A monoclonal antibody to BST-1, BEC7 (Okuyama Y et al; Bio- 
chem. Biophys. Res. Commun. 228. 838 - 845, 1996), was diluted with 10mM phosphate buffer, pH 7.0, and coated on 
96-well microtiter wells at 4°C overnight at the ratio of 3 ng/well. Purified BST-1 was added to the microtiter wells after 
dilution with 10mM phosphate buffer, pH 7.0, at the ratio of 5 jig/well. BST-1 was thus immobilized on the wells via th 

so antibody. Each well was blocked with lOmM phosphate buffer, pH 7.0. containing 1% bovine serum albumin at room 
temperature for one hour. Subsequently, about 10 12 phage library was added to 100 \x\ of a buffer (10mM phosphate 
buffer, pH 7. 0, containing 1% bovine serum albumin. 0. 05% Tween 20) and the mixture was allowed to react with BST- 
1 immobilized on the wells at room temperature for one hour. The wells were washed with a washing buffer (10mM 
phosphate buffer. pH 7.0. and 0.05% Tween 20) ten times so as to remove unbound phage. Phage bound to BST-1 were 

£5 eluted out with glycine buffer, pH 2.2, and neutralized with 1 M Tris-HCI. pH 9.5. E. coli K91 Kan (obtained from Dr. G.P. 
Smith of Missouri University) was infected with the phage and in order to amplify the phage the infected cells were cul- 
tured in LB medium containing tetracycline. The phages in the supernatant were concentrated by polyethylene glycol 
precipitation, and the concentrated phage were used in the second round. This procedure was repeated three times in 
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total to select phage binding to BST-1. 

Reference Example 3: Selection of phage binding to BST-1 bv ELISA 

5 [0034] E. coli cells K91 Kan were infected again with the phage selected in Reference Example 2 and were then cul- 
tured on LB agar plates containing tetracycline to form single colonies. The colonies were cultured overnight in LB 
medium containing tetracycline, and supernatants including the phage were subjected to polyethylene glycol precipita- 
tion for the purification of the phage on the next day. The phage were added to a 96-well microtiter plate, on which BST- 
1 had been immobilized in advance (see Reference Example 2), at the ratio of about 10 10 phage/well, and allowed to 

to react at room temperature for one hour. After washing four times with a washing buffer (1 OmM phosphate buffer, pH 7.0, 
and 0.05% Tween 20), BST-1 on the well was allowed to react with M13 phage antibody (Pharmacia) labeled with 
horseradish peroxidase (5000 times diluted) at room temperature for 30 minutes. After washing four times, the sub- 
strate, S.S'.S.S'-tetramethyl benzidine, was added for developing color, and the reaction was quenched by the addition 
of 1M H 2 S0 4 . Absorbance at 450nm was measured using a microplate reader. The results are shown in Fig. 2. 

15 

Reference Example 4: Determinatio n of the nucleotide sequence 

[0035] The nucleotide sequences of the clones that bound to BST-1 in Reference Example 3 were determined. First, 
the phage were subjected to deproteinization by treating them with phenol and chloroform, and the DNA was precipi- 
ce tated by ethanol and used as a template for nucleotide sequencing. A primer was established on the basis of the nucle- 
otide sequence of the vector used, Fuse 5 vector (Smith G.R and Scott J.K.; Methods Enzymol. 217, 228-257, 1993), 
and the nucleotide sequences of the clones were determined by using the ABI PRISM dye termination cycle sequenc- 
ing ready reaction Wt (Applied Biosystems). The nucleotide sequences of two clones were thus determined (SN-1 : SEQ 
ID NO: 1, SN-16: SEQ ID NO: 2). 

25 

Example 1: Peptide synthesis 

[0036] Two peptides, each consisting of 15 amino acid residues, were synthesized by an automated peptide synthe- 
sizer on the basis of the amino acid sequences depicted in SEQ ID NOs: 1 and 2 which were deduced from the nucle- 
30 otide sequences determined. The synthetic peptides having the sequences depicted in SEQ ID NOs : 1 and 2 were 
designated as SNP-1 and SNP-16, respectively. The peptides were found to have a purity of 95% or more by means of 
reverse HPLC. 

Example 2; Inhibition of ADP-ribosvl cyclase activity of BST-1 bv synthetic peptides 

35 

[0037] The inhibition of ADP-ribosyl cyclase activity of BST-1 by synthetic peptides was tested by means of the NGD 
method previously mentioned. BST-1 at the concentration of 4 pig/ml was allowed to react with the substrate NGD at the 
concentration of 300 ^M at 25°C for 300 seconds, which confirmed linearly increased fluorescence intensity. After 300 
seconds, 20 \ihA of synthetic peptide SNP-i were added to the reaction system. As a control, the same amount of a pep- 
40 tide encoding a sequence reverse to the sequence of SNP-1 was used. The addition of the control peptide did not show 
any inhibition on the activity, while SNP-1 stopped the increase of fluorescence intensity, which confirmed complete 
inhibition of ADP-ribosyl cyclase activity of BST-1. The results are shown in Fig. 3. 

Example 3: Inhibition of ADP-ribosvl cyclase activity of CD38 bv synthetic peptides 

45 

[0038] It is known that human CD38, like BST-1, has ADP-ribosyl cyclase activity. It was therefore tested whether the 
synthetic peptides could inhibit ADP-ribosyl cyclase activity of CD38 or not. Thus, the substrate NGD was added to a 
soluble CD38 at a concentration of 200ng/ml and a final concentration of 2 fiM. The mixture was allowed to react at 
25°C for 300 seconds, whereby fluorescence intensity was confirmed to increase. The addition of 20 |iM of SNP-1 to 
so the reaction system did not inhibit the reaction, which showed that SNP-1 uniquely inhibits the ADP-ribosyl cyclase 
activity of BST-1 . Fig. 4 shows the test results. 

Example 4: Binding of SNP-1 variants to BST-1 

55 [0039] For the purpose of identifying amino acid residues responsible for the binding of SNP-1 to BST-1 , fourteen pep- 
tides which are different from SNP-1 only in that they contain Ala in place of one of the original amino acid residues of 
SNP-1 were chemically synthesized and given the numbers sequentially selected from #1 to #14. For instance, the var- 
iant which contains Ala substituted for the first amino acid residue at the N-terminus of SNP-1 was named #1 , and the 


BNSDOCID: <EP 0953572A2_I„> 


6 


EP 0 953 572 A2 


variant which contains Ala substituted for the penultimate amino acid residue was named #14. Fourteen peptides thus 
prepared were tested for the binding ability to BST-1. -mr 
[0040] BST-1 was immobilized at 2800 resonance units (RU) on the sensor chip CMS of a bio-sensor for analyzing 
protein interactions, BIACORE (Biacore K.K.), by means of an amine coupling method. The synthetic peptides were. 
5 passed through the sensor chip at the flow rate of 40 ^il/min at the concentration of 500nM. The amounts (RU) of the 
peptides bound to BST-1 are shown in Fig. 5. The peptides other than #1, #3, #6. #13, and #14 have lost their binding 
ability, which shows that the amino acid residues other than positions 1. 3, 6, 13, and 14 are important for the binding. 
On the other hand, the peptides #1, #3, #6. #13, and #14 have retained their binding ability, which shows that the muta- 
tions at the positions 1, 3. 6, 13, and 14of SNP-1 would not change the binding ability to BST-1. 

10 

Example 5: Binding of SNP-1 deriv atives to BST-1 

[0041] The binding ability to BST-1 of SNP-1 derivative that contains a biotinylated N-terminus or C-terminus was 
compared with that of the prototype SNP-1 . The biotinylated SNP-1 was prepared by binding the amino group of the N- 

75 terminus of SNP-1 with Sulfo-NHS-LC-Biotin (PIERCE) and purifying the product using reverse HPLC. The resulting 
derivative, having more than 95% purity, was named bSNP-1. In order to biotinylate at the C-terminus. SNP-1 having 
the additional amino acid residue Lys at the C-terminus was chemically synthesized, and biotin was bound to the amin 
group of the Lys residue. The SNP-1 derivative was purified by reverse HPLC and confirmed to have more than 95% 
purity. The derivative was named SNPb-1 . 

20 [0042] BST-1 was immobilized at 2800 resonance units (RU) on the sensor chip CMS of a bio-sensor for analyzing 
protein interactions, BIACORE (Biacore K.K.), by means of an amine coupling method. The synthetic peptides were 
passed through the sensor chip at a flow rate of 40 jil/min at a concentration of from 400nM to 20G0nM. An equilibrium 
binding value was obtained for each concentration. Based on the equilibrium binding values, dissociation constants 
were calculated by means of the Scatchard plot method (Hulme E. C; Receptor-binding studies, a brief outline, in 

25 Receptor Biochemistry: A Practical Approach. 303-315, IRL press, I990). The control peptide described in Example 2 
was used as a negative control and showed no binding ability. The test results are shown in Fig. 6. The dissociation con- 
stants (Kd) for the prototype SNP-1, bSNP-1. and SNPb-1. which were determined on the basis of the slope of the lin- 
ear line, were 510nM, 530nM and 810nM, respectively. Similarity of the dissociation constants between SNP-1 . bSNP- 
1 . and SNPb-1 shows that the binding ability of SNP-1 to BST-1 is not affected by biotin-modif ication at the N- or C-ter- 

30 minal. 

Example 6: Inhibition of cADP-ribose hydrolase activity bv the synthetic peptides 

[0043] BST-1 has a cADP-ribose hydrolase activity that hydrolytically converts cADP-ribose to ADP-ribose, as well as 
35 the ADP-ribosyl cyclase activity. Accordingly, it was investigated whether or not SNP-1 can also inhibit the cADP-ribose 
hydrolase activity of BST-1 . The hydrolase activity was determined according to the method descrbed in FEBS letters, 
356, 244, I994. Thus, BST-1 at the concentration of 50 ng/ml was mixed with the substrate cADP-ribose at a concen- 
tration of 20 p.M and allowed to react at 37°C for tour hours. After the reaction, the hydrolyzed product, ADP-ribose, was 
separated by HPLC and the rate of ADP-ribose formation was determined on the basis of the peak area. The total peak 
40 area of cADP-ribose and ADP-ribose corresponds to 100%. SNP-1 was added to the reaction system at a concentra- 
tion of 0.5 nM, 2.0 jiM, or 20 jiM to investigate the inhibition activity. As a control, 20 \M of the control peptide described 
in Example 2 were used. The test results are shown in Fig. 7. which reveals that SNP-1 inhibits cADP-ribose hydrolase 
activity dose-dependently, while the control peptide does not inhibit the activity at all at the concentration of 20 jiM. 

45 Example 7: Purification of BST-1 bv the use of biotinylated peptides 

[0044] BST-1 was purified by affinity chromatography which takes advantage of the binding between BST-1 and SNP- 
1 derivative which contains biotinylated C-terminal, i.e., SNPb-1. Thus, an affinity column was prepared by binding 1x 
1 0" 7 mol of SNPb-1 , which was synthesized according to Example 5, to 1 ml of ultra avidin-agarose gel in a 20mM MES 
so buffer solution, pH 6.0. 

[0045] Fifty ml of culture supernatant containing expressed and secreted BST-1 was diluted fivefold with a 20mM ace- 
tate buffer solution, pH 5.0, and partially purified with a cation-exchange chromatography, followed by desalting by 
means of dialysis against a 20mM MES buffer solution, pH 6.0. Desalted BST-1 was charged into the afore-mentioned 
affinity chromatography column and eluted out using 0.5ml of a 20mM MES buffer (pH 6.0) containing 1.0M NaCI. to 
55 obtain purified BST-1 . 
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Preparation 

[0046] Synthetic peptide SNP-1 was mixed with a carrier therefor and encapsulated by conventionally so as to obtain 
capsules for treating rheumatoid arthritis. 

SEQUENCE LISTING 


10 


15 


<110> Sato, Atsushi; Jingami. Hisato; Biomolecular 

Engineering Research Institute 
<I20> Peptides binding to bone marrow stromal cell antigen 
<160> 2 
20 <210> 1 

<21 1> - 15 
<212> PRT 

<213> Artificial Sequence 
<400> 1 

His Ser Gin Me Ser Gly Lys Tyr Gin Arg Tyr Leu Lys Asp Ala 
1 5 10 15 


25 


30 


35 


40 


45 


50 


55 


<210> 2 
<211> 15 
<211> PRT 

<213> Artificial Sequence 
<400> 2 

Asp Asp Val Val Tyr Thr Asn lie His Lys Trp Gly Arg Arg Glu 
1 5 10 15 
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Claims 

1. A peptide capable of binding to bone marrow stromal cell antigen-1 comprising amino acid sequence (1) as 
depicted in SEQ ID NO: 1 or an amino acid sequence (2) obtained by deletion, substitution, or insertion of one or 

s more amino acid residues in amino acid sequence (1). 

2. The peptide of claim 1, which contains a deletion, substitution, or insertion of one or more amino acid residues at 
position 1, 3, 6, 13 and/or 14 of amino acid sequence (1). 

w 3. A peptide capable of binding to bone marrow stromal cell antigen-1 comprising amino acid sequence (3) as 
depicted in SEQ ID NO: 2 or an amino acid sequence (4) obtained by deletion, substitution, or insertion or one or 
more amino acid residues in amino acid sequence (3). 

4. A peptide of any one of claims 1 to 3 which specifically inhibits the ADP-ribosyl cyclase activity of BST-1. 

15 

5. A pharmaceutical formulation comprising a peptide of any one of claims 1 to 4. 

6. A diagnostic agent for detecting BST-1 comprising a peptide of any one of claims 1 to 4. 

20 7. An adsorbing agent comprising a peptide of any one of claims 1 to 4 immobilized on a carrier. 

8. A method for the purif ication of BST-1 using the adsorbing agent of claim 7. 

9. A medical extraperfusion apparatus which contains as one of the components a peptide of any one of claims 1 to 
25 4 inhibiting an enzymatic activity of BST-1 . 

10. .A method for screening for a substance capable of interacting with BST-1 . which employs a peptide of any one of 
claims 1 to 4. 

30 1 1 . A method of making a pharmaceutical formulation comprising the method of claim 1 0 and admixing said substance 
identified or a homologue or derivative thereof with a pharmaceutically acceptable carrier. 

1 2. Use of a peptide of any one of claims 1 to 4 for the preparation of a pharmaceutical formulation for the treatment of 
rheumatoid arthritis or multiple myeloma. 
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Fig. 4 
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lane 1 : Culture Supernatant 
lane 2 : Marker 
lane 3 : Unbound Fraction 
lane 4 : Washed Fraction 
lane 5: Eluted Fraction 
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